B. Maintenance of ES Cells in Undifferentiated State
• STO as feeder layer cells: to block cell proliferation, use Mitomycin-C to treat STO at 0.01 mg/mL for 2.5 h.
• LIF only (2000 U/mL) • STO and LIF combined: monolayer mitomycin-C treated STO cells can be used with 1000 U LIF.
Differentiation of ES Cells in Suspension Using a Shaker

A. Preparation of Differentiation Medium
KnockOut DMEM (Gibco) containing 20% FBS (HyClone), 1 mM Gluta-Max (Gifco), 100 µM β-mercaptoethanl (Gibco), 1% MEM nonessential amino acid (Gibco), 100 IU/mL penicillin and 100 µg/mL streptomycin (Gibco), 12.5 mL of 1 M HEPES buffer.
B. Formation of Single ES Cell-Derived EBs in Suspension
Undifferentiated ES cells were completely dissociated, then count the cell number. Single ES cells were then placed at the density of 1000-1500 cells/well of a 6-well ultra low attachment suspension plate. The plates were placed on a titer plate shaker (Lab-Line Instruments) at a speed of approximately 120 rpm or as indicated on the controller (1.25 U). Cells were cultured in this condition for 3 days and carefully observed.
C. Extended EB Culture on Gelatin-Coated Dishes or Plates
After 3 days culture in a shaker, uniformed cystic-like EBs can be observed. Transfer approximately 200-250 EBs/100-mm 0.2% gelatin-treated dish and allow them attach on the dishes by incubating overnight without disturbance. The following day, you will observe uniformed EBs attached on the dishes. Maintain these EBs by changing fresh media containing 20% FBS LIF-free, every other day. On day 12 (differentiation age, i.e., 3 days in suspension, 9 days in dishes), carefully observe EB size and patterns and perform immunochemical or immunofluorescent staining using specific markers (i.e., PECAM-1 or troponin T).
SUPPLEMENTARY MATERIAL FOR:
Single embryonic stem cell-derived embryoid bodies for gene screening 
